where k is the uncorrected rate constant, k* is the corrected rate constant, and M is the molarity of Gdn-HCl. All the HDX rates measured in Gdn-HCl solutions were corrected upward using this equation.
To demonstrate the need to correct the effect of Gdn-HCl to the concentration of water, we measured the HDX rates of histidine residue of angiotensin III (Arg-Val-Tyr-Val-His-Pro-Ile) in various concentrations of Gdn-HCl (0-5 M), and their observed relative rates are plotted as a function of Gdn-HCl concentration ( Figure S1 , dashed line). The histidine residue in angiotensin III is fully exposed to the solvent even in the absence of Gdn-HCl, therefore its HDX rate should not be altered by Gdn-HCl. However, the observed HDX rate decreased constantly as the concentration of Gdn-HCl increased, and the trend of rate reduction was essentially the same as the trend of decreased water concentration. Thus, the result demonstrates that the observed HDX rates in Gdn-HCl solutions are underestimated due to the decreased solvent concentration by the solute and therefore need to be corrected upward. Figure S2 . Circular dichroism spectra of WT CMG2 and 4-FTrpCMG2. Circular dichroism measurements were carried out using a Jasco-J810 spectropolarimeter. Wild-type CMG2 and 4F-Trp CMG2 (12.0 µm) in 5 mM Bis-Tris/HEPES/cacodylic acid (BHC) 1mM MgCl 2 were recorded between 260 nm and 195 nm. A 0.5 mm thermostatted cylindrical cell at 5 °C for 5 accumulations at a scan speed of 20 nm/min and a response time of 2 s was used to record the spectra. The molar ellipticity for both the spectra was normalized and overlaid in the figure.
